Supplementary data are provided which are supportive to the research article entitled "Characterization and safety evaluation of HPPD W336, a modified 4-hydroxyphenylpyruvate dioxygenase protein, and the impact of its expression on plant metabolism in herbicide-tolerant MST-FGØ72-2 soybean" [1]. The conducted supplementary analyses include the characterization of additional Escherichia coli-produced HPPD W336 protein batches used as a surrogate in HPPD W336 safety studies, the assessment of potential glycosylation and monitoring of stability in simulated intestinal fluid and during heating of the HPPD W336 protein. Furthermore, data are provided on conducted field trials and subsequent compositional analysis in MST-FGØ72-2
Value of the data
Use of bacterially-produced proteins as fit-for-use surrogates for low-expressing plant proteins. Description of tools commonly used in a regulatory safety assessment of a genetically modified trait to provide transparency in the regulatory process applied by many countries.
Evaluating the role of a ubiquitous enzyme such as HPPD (4-hydroxyphenylpyruvate dioxygenase) through over-expression may lead to a deeper understanding of a key metabolic pathway in plants and the role the enzyme plays in this pathway.
Data
The provided data are supplementary to the data described in [1] .
Physico-chemical and functional characteristics of Escherichia coli-produced HPPD W336 batches HPPD W336-2 and HPPD W336-3 were determined (Figs. 1 and 2; Table 1 ). Fig. 3 shows the glycostaining results for bacterially-produced HPPD W336 in relation to MST-FGØ72-2 soybeanpurified HPPD W336.
The stability of HPPD W336 was tested under different conditions comparable to digestion and heat treatment of food. Stability analysis of in human simulated intestinal fluid containing pancreatin is shown in Fig. 4 , The remaining HPPD functionality of E. coli-produced HPPD W336 samples which received different heat treatments is shown in Fig. 5 .
Amino acid levels of herbicide treated and untreated MST-FGØ72-2 soybean grain as well as grain of conventional soybean varieties were determined, which are summarized in Table 2 . Details on locations and applied field trial conditions in relation to described in [1] are shown in Table 3 .
Experimental design, materials and methods
Physicochemical and functional characterization of HPPD W336 was performed as described in [1] . Glyco-staining analysis was performed by staining of an SDS-PAGE gel using the GlycoProfile™ III Fluorescent Glycoprotein Detection Kit (Sigma, Sint-Louis, MO). Simulated Intestinal Fluid analysis was performed in compliance to published guidelines [3] . E. coli-produced batch HPPD W336-2 samples (2.5 mg/mL) were added to a solution containing 6.8 g/l KH 2 PO 4 , pH 7.5 and 1% w/v pancreatin and incubated at 37°C. Sampling occurred at 0.5, 2, 5, 10, 20, 30 and 60 min. Positive and negative controls were included, in addition to a 10% loading control. Samples were analyzed by SDS-PAGE and western blot as described in [1] .
HPPD functionality of heated samples was assessed by a semi-quantitative colorimetric activity assay according to [1] , using 4-hydroxyphenylpyruvate as a standard. Different aliquots of E. coli-produced batch HPPD W336-1 were incubated at 45, 60 and 95°C for 2.5, 5, 10, 20 and 60 min.
Amino acid content of soybean grain was determined in grain sampled from two field trials ([1], Table 3 ) The material was harvested at maturity. Samples were prepared by grinding 0.5 g of frozen grain with liquid nitrogen. Further analysis was done according to AOAC Official Methods [4] [5] [6] . Data were subjected to analysis of variance as described in [1] . 
